: Purification of His-tagged FHL-1 from media collections. Fractions of media collections were analysed by SDS-PAGE and visualised using coomassie blue staining. (A) Lanes 1-4 show contents of unpurified media collected a 24-140 hours following transfection; lanes 5-6 show contents of collected media fractions following enrichment and isolation of His-Tagged FHL-1 using Ni-NTA beads (*note absence of ~51kDa product in these lanes which represents the successful isolation of the His-tagged recombinant protein);lanes 7-9 show purified His-tagged FHL-1 in the elution fractions of medais harvested at 24 hours, 48 hours and 24-48 hour pooled sample; lane 10 shows purified His-tagged FHL-1 from a previous purification, used as a size control. (B) 2ug of purified His-tagged FHL-1.
* *
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Preparation of Cell Lysates
HEK293T cells were detached using 0.25% trypsin (Thermo Fisher Scientific) and pelleted by centrifugation. Cell pellets were washed in PBS (-Mg2 + /-Ca2 + ) and lysed in RIPA buffer (SigmaAldrich, MO, USA) containing cOmplete™, EDTA-free Protease Inhibitor Cocktail (Sigma-Aldrich), and incubated on ice for 30 minutes. Lysates were vortexed briefly, centrifuged to pellet debris and the supernatant retained. Lysates were quantified using the Pierce BCA protein assay according to manufaturer's protocols.
Western Blotting
Equal amounts of purified recombinant proteins and 50µg cell lysates were electrophoresed on 4- 
